Introduction {#s1}
============

While genetic variation is the primary source of long-term adaptation and evolution, numerous studies have pointed to induced epigenetic changes to facilitate rapid adaptation to short-term environmental fluctuations ([@bib28]). Because plants are sessile organisms, it has been suggested that they can efficiently integrate environmental signals into a 'stress memory' that is transmitted to the immediate progeny. This newly acquired information could allow populations to respond efficiently to repeated exposure to the same stress, a phenomenon known as \'priming\' or \'acclimation\' ([@bib20]; [@bib19]; [@bib78]; [@bib87]). It has recently been proposed that epigenetic marks could be induced depending on the consistency of the cues that individuals perceive directly from the environment ([@bib91]). Yet it remains unclear how often this actually occurs in nature, and whether such adaptive responses can be transmitted over multiple non-stressed generations, a phenomenon termed "transgenerational stress memory" ([@bib31]; [@bib69]).

Stress memory in plants is believed to be mostly epigenetic in nature, because priming responses have been associated with changes in chromatin and DNA methylation ([@bib31]; [@bib38]). Genome-wide studies in plants have shown that environmental stress dynamically modifies the chromatin landscape, creating novel patterns of gene expression, and thereby affecting short-term adaptation to stress ([@bib78]). Moreover, heritable traits resulting from environmental stress have been associated with DNA methylation changes in promoter regions ([@bib8]; [@bib52]), gene-coding regions ([@bib8]; [@bib40]), transgenes ([@bib50]; [@bib63]) and transposable elements (TEs) ([@bib12]; [@bib52]; [@bib82]).

Although TEs in plants are often mutagenic, they are nonetheless deemed to be potentially beneficial for regulating gene expression in response to a wide range of biotic and abiotic stresses. For instance, pathogen attack in Arabidopsis can cause changes in DNA methylation primarily at TEs and repeats located proximal to genes associated with transcriptional defense responses ([@bib22]), while temperature stress can trigger specific TE activation that, when inserted near genes, can confer stress-mediated transcriptional responses ([@bib15]; [@bib65]; [@bib97]). Similarly in rice, phosphate starvation alters methylation at TEs near environmentally induced genes ([@bib82]). These findings, which are reminiscent of the domestication of viral DNA for human immunity ([@bib17]), support the view that TEs play pivotal roles in environmental stress-sensing ([@bib43]). The precise mechanism by which this occurs remains elusive. It is possible that the specific repetitive sequences present in transposons can generate and/or be recognised by stress-induced small non-coding RNAs that direct *de novo* DNA methylation ([@bib51]). Alternatively, DNA methylation could be affected by stress independently of small RNAs through the RDR6-RdDM pathway ([@bib66]) or be targeted and demethylated by DNA glycosylases ([@bib46]; [@bib99]), thereby imparting dynamic transcriptional changes at neighbouring genes. This is supported by observations of mutants defective for genes of these epigenetic pathways, and which have impaired biotic and abiotic stress responses ([@bib12]; [@bib38]; [@bib52]; [@bib58]).

While the somatic stability of environmentally-induced epigenetic changes is well documented, robust evidence for their sexual transmission to the next generation is rare in both animals and plants ([@bib32]; [@bib69]). During the initial stages of sexual reproduction, an active epigenetic reprogramming takes place in plant gametes as a means of silencing transposons ([@bib29]; [@bib44]), but it is not known whether this process also affects the transmission of environmentally-induced alterations in DNA methylation.

Here we report that repeated hyperosmotic stress induces DNA methylation changes that primarily affect epigenetically labile regions of the Arabidopsis genome, i.e., regions that are susceptible to changes in methylation status. Some of these changes are transmitted to the offspring, where they affect the transcriptional regulation of a small group of genes associated with enhanced tolerance to environmental stress. In the absence of a renewed stress stimulus, the acquired epigenetic and phenotypic changes are gradually reset in subsequent generations. Further, newly acquired stress tolerance and associated *de novo* DNA methylation marks are preferentially transmitted through the female germline. Epigenetic inheritance relies on DNA methylation changes at sequences that function as distantly acting control elements of key stress-response regulators, including antisense long non-coding RNAs (lncRNAs). Collectively, our data provide a new mechanistic model for the establishment and transient inheritance of plant stress adaptation.

Results {#s2}
=======

Repeated hyperosmotic stress leads to transient phenotypic adaptation {#s2-1}
---------------------------------------------------------------------

To evaluate the extent to which stress-induced transgenerational adaptation occurs, we first exposed Arabidopsis plants (*Arabidopsis thaliana* accession Col-0) to two different hyperosmotic conditions for over five generations (P0 of G1-G5, [Figure 1A](#fig1){ref-type="fig"}) (see Materials and methods for details). Plants were subjected to stress only during the vegetative phase and were transferred to normal soil before most flowers formed; thereby reducing the possibility of parental stress exerting a direct effect on gametes (see Materials and methods for details). To uncouple parent and progeny environments, we grew seeds derived from G1-G5 treated and control plants for two additional generations (P1 and P2) without stress ([Figure 1A](#fig1){ref-type="fig"}). Germination and survival rates of the progeny were then assessed in three independent experiments for all generations under stress and control conditions.

![Improved salt resistance of progeny from parents exposed to hyperosmotic stress.\
(**A**) Diagram of the experimental design. Plants were grown on control or hyperosmotic medium (25 mM and 75 mM NaCl) for five consecutive generations. From each generation, progeny in P1 and P2 were grown in the absence of stress. Pools of 10 plants from generations 1, 3 and 5, and of their respective P1 and P2 progeny were used for bisulfite sequencing (solid-lined small boxes). (**B**) Salt tolerance assay of P1 and P2 progeny of control and G1, G3 and G5 salt-treated plants. Seeds were germinated on MS with or without NaCl; images are 2 weeks after sowing. Color code as in (**A**). (**C**) Survival of P1 and P2 seedlings grown on medium with 150 mM NaCl. At least 300 seedlings tested per triplicate in two independent experiments. Asterisks indicate a significant difference between the control group of the same generation (unpaired Student's *t*-test; \* p\<0.05, \*\* p\<0.01, ns p\>0.05). Horizontal bar corresponds to median, whiskers indicate entire 95th percentile. (**D**) Survival of wild-type (wt) and RdDM and DNA methylation mutant P1 and P2 seedlings on medium with 150 mM NaCl (unpaired Student's *t*-test; \* p\<0.05, ns p\>0.05). Error bars indicate standard deviation.](elife-13546-fig1){#fig1}

Similar to non-treated plants, the progeny derived from the first generation of stressed plants (G1) did not display significant signs of adaptation. In contrast, the direct progeny (P1) of G2-G5 stressed plants displayed higher germination and survival rates, and more robust vegetative growth on high-salinity (150 mM) medium ([Figure 1B--C](#fig1){ref-type="fig"}, [Figure 1---figure supplement 1](#fig1s1){ref-type="fig"} and [Supplementary file 1](#supp1){ref-type="supplementary-material"}), suggesting that hyperosmotic priming requires repetitive exposure to stress. Notably, adaptation was already lost in the second-generation progeny (P2) of G2-G5 stressed plants. Thus, two generations of a stress-free environment were sufficient to revert the stress-induced changes ([Figure 1C](#fig1){ref-type="fig"} and [Figure 1---figure supplement 1](#fig1s1){ref-type="fig"}). Our data thus suggest that recurrent hyperosmotic stress in plants induces intergenerational adaptation, but that this response does not persist in the absence of stress.

Transient adaptation to environmental stress is regulated epigenetically {#s2-2}
------------------------------------------------------------------------

Several studies have suggested that environmental stress induces genome-wide epigenetic changes that can be transmitted to the offspring ([@bib12]; [@bib40]; [@bib57]; [@bib76]; [@bib87]). For this to occur, such changes must escape the epigenetic reprogramming that takes place during sexual reproduction ([@bib14]; [@bib37]). Therefore, to confirm that the adaptive responses seen in the offspring of stressed parents were due to newly acquired genome-wide epigenetic changes, we grew well-characterized epigenetic mutants that are defective in RNA-directed DNA methylation (RdDM) or in the active removal of DNA methylation ([@bib51]; [@bib99]), and exposed them to hyperosmotic stress for two successive generations. We assessed the progeny for enhanced tolerance to high salinity in three independent experiments ([Figure 1D](#fig1){ref-type="fig"}). In contrast to progeny of stressed wild-type plants, immediate progeny of stressed *nrpd1a* ([@bib35]) *cmt3* ([@bib16]) and *ros1/dml2/dml3 (rdd)* ([@bib71]) plants did not show enhanced survival under hyperosmotic stress conditions ([Supplementary file 1](#supp1){ref-type="supplementary-material"}). These data imply that transgenerational adaptation to hyperosmotic stress relies in part on the DNA methylation machinery, although these phenotypic data do not reveal how extensive the epigenetic changes are.

Hyperosmotic stress leads to distinct DNA methylation changes {#s2-3}
-------------------------------------------------------------

To determine the primary genomic targets susceptible to epigenetic changes induced by hyperosmosis, we performed whole-genome bisulfite sequencing ([Supplementary file 2](#supp2){ref-type="supplementary-material"}). To ensure statistically robust results, we excluded inter-individual epigenetic variation that can arise over the course of several generations ([@bib7]; [@bib80]) by collecting duplicate samples of leaf tissue from 10 plants each from the G1, G3 and G5 generations for each treatment (control, 25 mM-, and 75 mM-NaCl) ([Figure 1A](#fig1){ref-type="fig"}). We sought to compare DNA methylation patterns for the different treatments in non-stressed P1 and P2 progeny derived from control or salt-stressed P0 parents ([Figure 1A](#fig1){ref-type="fig"}). Individual cytosines with a significantly altered methylation frequency, termed differentially methylated positions (DMPs), were first identified by pairwise comparisons between two samples. Because the three stressed generations had been grown and treated at different time points, we only compared samples belonging to the same treatment group, thus excluding methylation changes that were due to stochastic fluctuations in growth conditions. Single-site polymorphisms between any two samples were rare, with on average 6,866 DMPs (40% CG, 15% CHG and 45% CHH) detected per generation in all pairwise comparisons ([Supplementary file 3](#supp3){ref-type="supplementary-material"}). Principal component analysis (PCA) and complete linkage clustering of methylation frequencies grouped all stress-treated samples (P0), separating them from control, P1, and P2 samples ([Figure 2---figure supplement 1A--B](#fig2s1){ref-type="fig"}). This indicated that hyperosmotic stress had a small but noticeable effect on single methylated cytosines, and that this effect was largely transient. Overall we observed three times more methylation gains than losses in salt-treated P0 plants compared to the control ([Figure 2---figure supplement 1C](#fig2s1){ref-type="fig"}). Because we found considerably fewer DMPs than recently reported for multi-generational hyperosmotic stress treatments ([@bib40]), we re-analysed the published data. We found that only a small fraction of the DNA methylation changes reported by [@bib40] were consistently induced by hyperosmotic stress ([Figure 2---figure supplement 1D](#fig2s1){ref-type="fig"}).

The properties of DMPs are distinct from those of differentially methylated regions (DMRs, i.e., contiguous stretches of methylation change), as DMPs mostly occur at sparsely distributed CG sites within gene bodies, whereas DMRs tend to occur in densely methylated areas of mixed methylation context ([@bib30]). To identify stress-induced DMRs, we used a statistically robust Hidden Markov Model-based algorithm that supports the confident detection of differential methylation also in CHG and CHH contexts ([@bib30]). We identified on average 24,700 methylated regions (MRs) per sample with a median length of 272 bp (mean: 856 bp). To identify generation-specific and treatment-dependent DMRs, we considered samples of the same generation (G1, G3 or G5, [Figure 1A](#fig1){ref-type="fig"}) and treatment regime (control or salt-treated) as replicates ([Supplementary file 4](#supp4){ref-type="supplementary-material"}). For all three generations, DMRs mapped mainly to TEs and intergenic regions, and were three- to seven-fold over-represented in 2-kb regions upstream of transcription start sites compared with overall methylation in MRs ([Figure 2A](#fig2){ref-type="fig"}). No significant differences were found in the average methylation frequencies at MRs in control and stressed samples ([Figure 2---figure supplement 2](#fig2s2){ref-type="fig"}), or for CG methylation frequencies at DMRs in control and stress-treated samples (P \> 0.05 in all generations, unpaired two-tailed Student's *t*-test) ([Figure 2B](#fig2){ref-type="fig"}; [Figure 2---figure supplement 3](#fig2s3){ref-type="fig"}). However, methylation in CHG and CHH contexts at DMRs was significantly altered in stress-treated P0 versus control P0 samples (P \< 0.01 in all generations, unpaired two-tailed Student's *t*-test) ([Figure 2B](#fig2){ref-type="fig"}; [Figure 2---figure supplement 3](#fig2s3){ref-type="fig"}).

![Hyperosmotic stress-induced differentially methylated regions (DMRs) in the absence of stress stimulus.\
(**A**) Annotation of cytosines in MRs and DMRs between P0 control and P0 hyperosmotic treated samples in different generations (see [Figure 1A](#fig1){ref-type="fig"}). (**B**) Methylation frequencies by sequence context in DMRs identified between control (P0 of G5), stress-treated (P0 of G5), and the derived P1 and P2 plants (unpaired two-tailed Student's *t*-test; \*\*\*p\<0.001, ns p\>0.05). Horizontal bar corresponds to median, whiskers indicate entire 95th percentile. (**C**) Complete linkage clustering of samples from different generations based on DMR methylation frequencies. Methylation frequency of cytosines contained in each DMR were averaged, and only DMRs covered in all samples were considered. Numbers in red indicate approximately unbiased (AU) *p*-values (x100), calculated with *pvclust*. (**D**) Overlap (including 500 bp flanking windows) of DMRs between P0 control and stress-treated samples from G1, G3 and G5. Overlap with DMRs from a previous analysis of mutation accumulation (MA) lines ([@bib30]) is also shown. (**E**) Clustering of DMRs between P0 control and stress-treated samples in G5 according to overlap with MA-DMRs. C, control, 25, 25 mM NaCl and 75, 75 mM NaCl.](elife-13546-fig2){#fig2}

Complete linkage clustering of DMRs grouped salt-treated P0 samples in all three generations ([Figure 2C](#fig2){ref-type="fig"}), similar to the clustering and Principal Component Analysis (PCA) on single polymorphic sites ([Figure 2---figure supplement 1A--B](#fig2s1){ref-type="fig"}). For G1, the cluster comprising the non-stressed samples did not have any clear substructure. By contrast, for G3 and G5, the P1-descendants of salt-treated P0 plants formed a clear sub-group distinct from the control and P2 plants ([Figure 2C](#fig2){ref-type="fig"}). These data concur with the adaptive responses we observed specifically in the P1, but not in the P2 progeny of G3 and G5 salt-treated plants ([Figure 1C](#fig1){ref-type="fig"}; [Figure 1---figure supplement 1A--B](#fig1s1){ref-type="fig"}). P2-descendants showed methylation patterns similar to control plants, which correlated with the observed lack of high salinity tolerance. We also analysed published DNA methylation data derived from individual plants subjected to hyperosmotic stress ([@bib40]), focussing on DMRs, and considering individual samples as replicates. We confirmed our finding that the methylation changes in CHG and CHH correlated well with stress treatment, whereas changes in CG methylation did not, indicating that CG methylation patterns occur stochastically in treated and non-treated samples ([Figure 2---figure supplement 1E](#fig2s1){ref-type="fig"}). Thus, hyperosmotic stress directs DNA methylation changes primarily at non-CG sites located in intergenic TE-related sequences, and these epigenetic modifications are associated with an acquired transient adaptation to stress.

Identification of epigenetically labile regions sensitive to abiotic stress {#s2-4}
---------------------------------------------------------------------------

Although a large fraction of DMRs appeared to arise as a consequence of salt treatment, only a few recurred in G3 and G5, or overlapped between all three generations ([Figure 2D](#fig2){ref-type="fig"}). To determine the significance of these hyperosmotic-stress DMRs (HS-DMRs), we asked whether they were also responsive to other abiotic stresses, such as cold treatment. Comparing our data with a small set of DMRs in cold-stressed Arabidopsis seedlings ([@bib83]), we did not detect any overlap between the two datasets. By contrast, 49% of HS-DMRs in stressed plants (P0) overlapped with or were in close proximity (\<500 bp) to DMRs that had been reported to arise spontaneously in mutation accumulation (MA) lines that had been grown over 30 generations under controlled conditions ([Figure 2D](#fig2){ref-type="fig"}) ([@bib7]; [@bib30]). These spontaneous MA-DMRs are often found in more than one individual, pointing to specific regions of the genome being particularly susceptible to epigenetic reprogramming. We compared pools of ten plants to identify HS-DMRs, while individual plants had been compared to define MA-DMRs. That there is nevertheless substantial overlap indicates that stress-triggered epigenetic reprogramming of specific genomic regions is not entirely random.

To determine whether the DMRs found in both the hyperosmotic stressed plants and MA lines differed from those others found in only one of the two populations, we performed complete linkage clustering on both sets. Overlapping and non-overlapping DMRs behaved similarly for G3 and G5 (but not G1), with stressed samples clustering in one group and control and untreated progeny in another. This indicated that overlapping and non-overlapping DMRs carried a similar hyperosmotic stress signature ([Figure 2E](#fig2){ref-type="fig"}; [Figure 2---figure supplement 4](#fig2s4){ref-type="fig"}), but the two DMR classes differed in their association with adjacent annotated genes ([Figure 2---figure supplement 5](#fig2s5){ref-type="fig"}). In particular, HS-DMRs that did not overlap with spontaneous MA-DMRs were enriched near genes with functions related to metabolic responses and ion transport ([Figure 2---figure supplement 5](#fig2s5){ref-type="fig"}). These data thus suggest that exposure to hyperosmotic stress targets discrete, epigenetically labile regions of the genome.

Stress induces transient hypermethylation at selected transposon-sequences {#s2-5}
--------------------------------------------------------------------------

In contrast to previous reports suggesting wholesale DNA methylation changes induced by environmental stress ([@bib12]; [@bib22]; [@bib40]), we noticed that methylation frequencies within HS-DMRs differed between generations. Most HS-DMRs (81%) in G3 and G5 were hypermethylated in the hyperosmotic-treated P0 samples, whereas G1 plants had similar number of hyper- and hypo-methylated DMRs ([Figure 3A](#fig3){ref-type="fig"}). Further, in progenies of stress-treated plants, the CHG and CHH methylation changes were gradually lost and reverted to the control states, as seen in the P1 and P2 progeny grown in the absence of stress ([Figure 3A--B](#fig3){ref-type="fig"}; [Figure 3---figure supplement 1](#fig3s1){ref-type="fig"}). Hyper- and hypo-methylated HS-DMRs mapped to different genomic regions, with methylation gain after hyperosmotic stress frequently found within or proximal to TEs, but methylation loss occurring more frequently near genes ([Figure 3C](#fig3){ref-type="fig"}). Hyper-methylated HS-DMRs were significantly enriched near *Helitrons* (unpaired Student's *t*-test; \*\*p\<0.01) ([Figure 3D](#fig3){ref-type="fig"}), a TE family known to be targeted by RdDM ([@bib66]), and near genes involved in RNA-directed DNA polymerase and reverse transcription activities ([Figure 2---figure supplement 5](#fig2s5){ref-type="fig"}). In contrast, hypo-methylated DMRs were found proximal to *Copia, HAT*, and *Line L1* TEs ([Figure 3D](#fig3){ref-type="fig"}). These transposon families are targeted by DNA demethylases and are associated with gene expression response to environmental stress ([@bib52]). By contract, an increase in non-CG hyper-methylation is indicative of RdDM activity ([@bib51]). To test whether RdDM was responsible for some of the HS-DMRs, we exposed *drm1/drm2* double mutants to hyperosmotic stress over two consecutive generations. In contrast to wild-type, *drm1/drm2* plants did not show hyper-methylation in non-CG contexts ([Figure 3---figure supplement 2](#fig3s2){ref-type="fig"}). However, when we analysed public datasets for known siRNA loci ([@bib25]), we could not detect a correlation between methylation status and the presence of active siRNA production ([Figure 3E](#fig3){ref-type="fig"}).

![Dynamics of methylation frequency changes in DMRs.\
(**A**) DMRs that are hypo- (darker colours) or hyper-methylated (lighter colours) in stress-treated P0 and their P1 and P2 progeny compared to the average of all control samples. Methylation states were determined by subtracting the methylation frequency of a DMR in the respective sample from the combined controls (P0, P1 and P2) of that generation (G1, G3, or G5); positive differences were considered as hyper-, negative differences as hypo-methylation events. Line plots indicate the absolute net methylation frequency change (in% ) across all DMRs. (**B**) One-directional clustering of DMRs in G3 by methylation frequency difference, separated by sequence context. Differences for each DMR were calculated by subtracting the methylation frequency of the DMR in a sample from the average in the combined P0, P1 and P2 control samples (see also [Figure 1a](#fig1){ref-type="fig"}). Blue colour indicates hyper-, red colour indicates hypomethylation. 25, 25 mM NaCl; 75, 75 mM NaCl; C, control. (**C**) Annotation of DMRs. (**D**) Classes of TEs next to DMRs. (**E**) Distance of DMRs to the nearest transposable element (TE) or 24 nt-siRNA locus ([@bib25]) (unpaired Student's *t*-test; \*p\<0.05). Horizontal bar corresponds to median, whiskers indicate entire 95th percentile; outliers are not shown.](elife-13546-fig3){#fig3}

Because hyperosmotic priming has been associated with discrete changes in the chromatin landscape ([@bib78]), we assessed the relationship between induced changes in DNA methylation and chromatin marks. Although hyperosmotic stress and growth conditions used by [@bib78] differed from ours, we found that HS-DMRs were enriched for hyperosmosis-altered tri-methylated lysine 27 in histone 3 (H3K27me3) compared to background MRs (63% vs. 13%) ([Table 1](#table1){ref-type="table"}). Notably, hypermethylated HS-DMRs (38%) were associated with decreased H3K27me3, revealing an antagonistic relationship between these two repressive epigenetic marks in discrete genome regions involved in hyperosmotic priming. Collectively, our data show that hyperosmotic stress induces transient DNA methylation and chromatin changes at intergenic elements derived from specific transposon families.

10.7554/eLife.13546.014

###### Association between differential DNA methylation induced by hyperosmotic stress and histone modifications ([@bib78]).

  Chromatin mark         Hypo HS-DMRs   Hyper HS-DMRs   MRs
  ---------------------- -------------- --------------- -----------
  All                    70             280             72,074
  H3K4me2 (650/98)       0/0            3/0             508/155
  H3K4me3 (1454/46)      4/0            8/0             1065/40
  H3K9me3 (276/254)      0/0            0/0             484/920
  H3K27me3 (1213/6520)   3/15           7/99            1318/7774

Intersections between high salt-induced DMRs (HS-DMRs), MRs and different chromatin marks ([@bib78]). The two numbers behind each mark indicate significantly increased or decreased regions after hyperosmotic stress ([@bib78]).

Stress-directed adaptation shows biased sexual transmission {#s2-6}
-----------------------------------------------------------

Because adaptive stress responses in plants have been proposed to be largely under maternal control ([@bib1]; [@bib70]), we investigated the mode of inheritance of the enhanced tolerance to hyperosmotic stress by reciprocally crossing stressed and unstressed plants. We found that enhanced tolerance to hyperosmotic stress conditions was primarily conferred through the female germline ([Figure 4A](#fig4){ref-type="fig"}). As the epigenetic reprogramming of male gametes is mediated to a large extent by DEMETER (DME) DNA glycosylase activity ([@bib14]; [@bib37]), we investigated whether hyperosmotic priming could be passed on through the male germline if DME-dependent reprogramming was disrupted. We stressed *dme*-6 plants for two generations and tested the offspring for tolerance to hyperosmotic stress. The progeny of *dme*-6 stressed plants were even more tolerant to hyperosmotic stress (Student's *t*-test, p\<0.001) than that of stressed control plants ([Figure 4A](#fig4){ref-type="fig"}), thus implicating DME's involvement in resetting stress-directed methylation marks in the male germline. To confirm this hypothesis, we performed reciprocal crosses between unstressed wild-type and stressed heterozygous *dme*-6 plants ([Figure 4A](#fig4){ref-type="fig"}). The differential responses observed confirmed that DME diminishes the paternal transmission of hyperosmotic priming responses.

![Parent-of-origin effects on stress-induced epimutations.\
(**A**) Survival of F~1~ seedlings derived from reciprocal crosses between Col-0 wild type or *dme*-6 mutants that had been exposed to hyperosmotic stress for two generations and untreated wild-type (wt), or progeny of *dme*-6/+ selfed plants (unpaired Student's *t*-test; \*p\<0.05, \*\*p\<0.01, \*\*\*p\<0.001, ns p\>0.05). (**B**) Absolute methylation frequency differences in DMRs in different tissues from control and stress-treated plants (unpaired, two-sided Student's *t*-test; \*\*\*p\<0.001, ns p\>0.05). C, control; 25, 25 mM NaCl; 75, 75 mM NaCl. (**C**) Genome-wide methylation levels in leaves and pollen derived from control and salt-stressed P0 plants (generation G1). Methylation frequency was calculated as the average methylation frequency of cytosines in a 250 kb window. Chr, chromosome. (**D**) Overlap of DMRs from the comparison of vegetative nuclei and sperm cells with DMRs identified in leaf tissue after salt treatment in G1, G3, G5. (**E**) Annotation of MRs and DMRs in vegetative nuclei and sperm cells.](elife-13546-fig4){#fig4}

To define the magnitude of the transmission of newly acquired epigenetic marks through the male germline, we compared the methylomes of sperm cell (SC) and vegetative nuclei (VN) isolated from control and hyperosmotic-stressed plants ([Figure 4---figure supplement 1](#fig4s1){ref-type="fig"} and [Supplementary file 2](#supp2){ref-type="supplementary-material"}). Unlike in somatic tissue, hyperosmotic stress induced very few methylation changes in SC and VN ([Figure 4B](#fig4){ref-type="fig"}) such that only three DMRs became hypomethylated upon hyperosmotic treatment. This strikingly contrasted with the13,776 DMRs that distinguished SCs from VNs (SV-DMRs) ([Figure 4C](#fig4){ref-type="fig"}). Most of the SV-DMRs predominantly localized next to TEs and were particularly enriched in adjacent regions of coding sequences ([Figure 4D](#fig4){ref-type="fig"}). Significantly, over three quarters of the HS-DMRs (76%) overlapped with SV-DMRs ([Figure 4C](#fig4){ref-type="fig"}) and half of them with MA-DMRs ([Figure 2D](#fig2){ref-type="fig"}). Further, when compared with somatic tissues, CHG methylation in SC was elevated in pericentromeric regions, while methylation in VN was depleted in all sequence contexts and reduced to the central centromeric region ([Figure 4E](#fig4){ref-type="fig"}). Because siRNAs produced in the vegetative nuclei can silence transposons in sperm cells in a DME-dependent process ([@bib37]; [@bib23]), we assessed the methylation state of HS-DMRs in *dme* mutants. Most HS-DMRs were hyper-methylated in *dme*-6 sperm cells but hypo-methylated in *dme-*6 vegetative nuclei ([Figure 4---figure supplemental 2](#fig4s2){ref-type="fig"}). However, we observed similar methylation differences at non-DMR coordinates ([Figure 4---figure supplemental 2](#fig4s2){ref-type="fig"}), indicating that HS-DMRs are only a subset of loci that are under the control of DME.

In summary, DNA glycosylase activity in the male germline is pivotal for both the epigenetic silencing of transposons and for the resetting of epigenetic marks induced by environmental stress. As a consequence, the hyperosmotic priming effects are unequally transmitted through the male and female germlines.

Stress-directed epimutations are associated with reprogramming of the salt-responsive transcriptome {#s2-7}
---------------------------------------------------------------------------------------------------

It has been proposed that abiotic stress can lead to heritable epigenetic changes particularly affecting transgenic repeats ([@bib50]; [@bib63]) and TEs ([@bib8]; [@bib38]), and possibly the expression of neighbouring genes ([@bib22]; [@bib92]). In agreement, HS-DMRs were frequently identified in transposon-related sequences and over-represented in regions proximal to protein-coding genes ([Figure 2A](#fig2){ref-type="fig"}), suggesting that salt-induced methylation changes might be linked to differential gene expression. We found 123 genes that were flanked by HS-DMRs ([Figure 2D](#fig2){ref-type="fig"}) of which one third (32%) have been previously shown to be responsive to osmotic stress ([@bib98]) ([Figure 5---figure supplement 1](#fig5s1){ref-type="fig"} and [Supplementary file 5](#supp5){ref-type="supplementary-material"}).

We identified one HS-DMR overlapping two TEs ([Figure 5A](#fig5){ref-type="fig"}) that was found upstream of *MYB DOMAIN PROTEIN 20* (*MYB20*), which encodes a transcription factor involved in abscisic acid (ABA) signalling and implicated in stress tolerance ([@bib21]). This HS-DMR became hyper-methylated in P0 plants exposed to hyperosmotic stress, which was maintained in the P1 progeny of stressed plants, but then changed to levels similar to that seen in control plants in the P2 progeny. We did not detect *MYB20* expression changes in response to high hyperosmotic treatment in plants whose progenitors had not experienced hyperosmotic stress ([Figure 5B](#fig5){ref-type="fig"}). However, when P0 plants had experienced such stress, this gene was strongly downregulated in P1 and P2 progeny (*p*-value 0.006) ([Figure 5B](#fig5){ref-type="fig"}).

![Expression of two genes adjacent to hyperosmotic stress-induced DMRs.\
(**A**) Methylation near *MYB20* and *CNI1*. Black boxes on top represent genes, red boxes TEs. Methylation on the top and bottom strands at individual cytosines is shown as vertical bars below. (**B--C**) *MYB20* and *CNI1 *expression (arbitrary units) in the P1 and P2 progeny of control (\'naïve\') and salt-treated (\'primed\') wild-type and mutant plants. Leaves of 2-week-old plants grown on MS medium were analysed (unpaired Student's *t*-test; \*p\<0.05, \*\*p\<0.01, ns p\>0.05). Error bars indicate standard deviation. C, control; 125, 125 mM NaCl.](elife-13546-fig5){#fig5}

Another HS-DMR was located downstream of the *CARBON/NITROGEN INSENSITIVE 1 (CNI1*) gene ([Figure 5A](#fig5){ref-type="fig"}), which encodes a membrane RING-type ubiquitin ligase implicated in metabolic sensing ([@bib79]). The *CNI1* HS-DMR, which also overlapped a TE, had reduced DNA methylation in the P1 progeny of stressed plants, and remained hypomethylated in P2 progeny. Hyperosmotic stress strongly reduced *CNI1* expression in progeny of untreated plants, and to a lesser extent in progeny of plants exposed to hyperosmotic stress ([Figure 5C](#fig5){ref-type="fig"}). We also analysed four additional genes with adjacent HS-DMR and found similar modes of epigenetic regulation and inheritance ([Figure 5---figure supplement 2](#fig5s2){ref-type="fig"}).

We then examined whether the stress responsiveness of these genes were altered in epigenetic mutants that were immune to hyperosmotic stress adaptation ([Figure 1D](#fig1){ref-type="fig"}). Wild-type and mutant plants were grown in control or hyperosmotic stress conditions for two generations, and gene expression was analysed in P1 progeny exposed to stress. Independent of growth condition or priming, the expression of *MYB20, CNI1* and four other genes with associated HS-DMRs was altered in *rdd* demethylation mutants, and the transcriptional stress response in P1 progeny of stressed plants was impaired in RdDM mutants ([Figure 5B--C](#fig5){ref-type="fig"}; [Figure 5---figure supplement 2](#fig5s2){ref-type="fig"}). We then assessed the transcriptional response of genes encoding components of the DNA methylation and demethylation pathways and found that many of them were sensitive to hyperosmotic salt treatment ([Figure 5---figure supplement 3](#fig5s3){ref-type="fig"}). Moreover, analysis of epigenomic data for RdDM and demethylation mutants ([@bib89]) revealed that methylation at regions corresponding to HS-DMRs from our data set was severely affected in *met1* and *rdd* mutants (Fischer's Exact test p=0,005) ([Figure 5---figure supplement 4](#fig5s4){ref-type="fig"}).

We focused our attention on the *CNI1* HS-DMR due to its unusual location downstream of the transcription unit. We hypothesised that this HS-DMR may act as a long-distance regulatory element. We therefore analysed the effects of two independent mutant alleles, in which T-DNAs were inserted between the *CNI1* transcription unit and the downstream HS-DMR, possibly impeding communication between the HS-DMR and the *CNI1* locus ([Figure 6A](#fig6){ref-type="fig"}). As expected, *CNI1* sense transcription in both insertion alleles was misregulated in response to stress ([Figure 6B](#fig6){ref-type="fig"}). To demonstrate the functional relevance of the sequence targeted epigenetically after hyperosmotic-stress, we generated a deletion line (*Δ*cni1-*DMR*) using CRISPR/Cas9 genome editing ([@bib42]) ([Figure 6A](#fig6){ref-type="fig"}; [Figure 6---figure supplement 1](#fig6s1){ref-type="fig"}). Deletion of the HS-DMR sequence reduced downregulation of sense *CNI1* transcripts in response to hyperosmotic stress ([Figure 6C](#fig6){ref-type="fig"}), indicating that this HS-DMR acts as a distant regulatory element. Finally, to demonstrate directly that the methylation status of this element determines its activity, we introduced an inverted repeat (IR) hairpin ([@bib61]) that directs DNA methylation to the *CNI1* HS-DMR by RdDM ([Figure 6A](#fig6){ref-type="fig"}). McrBC assays and bisulfite sequencing confirmed that methylation in IR hairpin transgenic lines remained even under hyperosmotic stress ([Figure 6---figure supplement 2](#fig6s2){ref-type="fig"}). Levels of *CNI1* sense transcript in response to stress were no longer reduced in these plants ([Figure 6D](#fig6){ref-type="fig"}), thus strengthening the argument that the *CNI1* HS-DMR acts as an epigenetically sensitive regulatory element.

![lncRNA-mediated control of *CNI1* expression by a salt-induced DMR.\
(**A**) Diagram of the *CNI1* locus and key for expression experiments. Positions of insertion alleles, *cni1-2* (Salk_100221) and *cni1-3* (Salk_030235), are indicated, as are the DMR (dark green) in the transposable element (AT5TE35120) downstream of *CNI1*, the sequence used for the inverted repeat (IR) hairpin to induce methylation independent of the environment, and the CRISPR/Cas9 created deletion Δ*cni1*-DMR (*cni1*-DRM). (**B, C, D**) Salt-responsive *CNI1* expression in wild type and T-DNA insertion mutants, CRISPR/Cas9 deletion mutants, and IR hairpin transgenic plants. Asterisks indicate significant differences relative to controls (unpaired Student's t-test; \*p\<0.05, \*\*p\<0.01, \*\*\*p\<0.001, ns p\>0.05). Error bars indicate standard deviation. C, control; 125, 125 mM NaCl. (**E**) Salt-responsive lncRNA expression in progeny of naïve or salt-treated wild type and in *rdd* mutants. (**F, G**) Salt-responsive lncRNA expression in wild type and T-DNA insertion mutants, CRISPR/Cas9 mutants, and IR hairpin transgenic plants.](elife-13546-fig6){#fig6}

Because stress can trigger the expression of lncRNAs ([@bib55]; [@bib60]), we analysed published datasets ([@bib41]) to investigate whether a lncRNA might mediate the effects of the HS-DMR on *CNI1* expression. We found that hyperosmotic stress increased expression of a lncRNA that is transcribed in the antisense direction and overlaps with *CNI1,* both in control plants (*CNI1-AS1*) ([Figure 6---figure supplement 3](#fig6s3){ref-type="fig"}) and in the progeny of plants that had gone through our control non-salt conditions (*p*-value 0.004; [Figure 6E](#fig6){ref-type="fig"}). By contrast, hyperosmotic stress reduced expression of this lncRNA in progeny of plants exposed to hyperosmotic stress (*p*-value 0.015; [Figure 6E](#fig6){ref-type="fig"}). That this was linked to differential methylation was indicated by the hyperosmotic responsiveness of *CNI1-AS1* being impaired in progeny of *rdd* mutants ([Figure 6E](#fig6){ref-type="fig"}). In the two insertion alleles and in the deletion line, the stress-mediated transcriptional response was similarly altered ([Figure 6F](#fig6){ref-type="fig"}). These data support a model in which the HS-DMR downstream of *CNI1* acts as an epigenetic sensor that controls *CNI1* expression by modulating the expression of an antisense lncRNA. Our finding that lncRNA expression was insensitive to hyperosmotic stress in IR hairpin lines ([Figure 6G](#fig6){ref-type="fig"}) adds further weight to this model.

To investigate whether there might be a broader role for lncRNAs in mediating the effects of stress induced DMRs, we comparatively analysed all stress-responsive genes adjacent to HS-DMRs and to MA-DMRs. Only the first group was enriched for hyperosmotic-responsive antisense lncRNAs (Fisher's Exact test, p=0.008) ([Supplementary file 6](#supp6){ref-type="supplementary-material"}), indicating that HS-DMRs preferentially act as regulatory elements of stress-induced antisense lncRNAs.

Discussion {#s3}
==========

The extent and mechanism by which organisms acquire heritable adaptive traits after parental exposure to environmental stress is a central question in genetics and evolution. Unlike animals, plants present a fascinating model to examine this problem because their sessile nature makes it likely that parent and offspring will be exposed to similarly stressful conditions. Here, we have used a systematic approach to assess transgenerational stress adaptation in Arabidopsis ([Figure 1](#fig1){ref-type="fig"}). Our main conclusion is that intergenerational priming responses to hyperosmotic stress are triggered by recurrent exposure to stimuli, but that this response is rapidly lost in the absence of stress. Whether stress memory is less transient in perennial plants, which are rooted in place over consecutive years, needs to be determined.

In animals that lack DNA methylation, the primary mechanisms involved in the acquisition and inheritance of new characters directed by the environment rely on histone modifications ([@bib68]) and small RNAs ([@bib3]; [@bib84]). In mammals such adaptation is usually associated with changes in DNA methylation ([@bib74]). In plants, environmentally-directed heritable traits have also been proposed to be associated with whole-scale changes in global DNA methylation ([@bib12]; [@bib22]; [@bib40]). Bycontrast, using our highly controlled and replicated syste, and a strict method for detecting methylated regions, we found no clear evidence for such indiscriminate changes. Instead, we found that hyperosmotic stress directs DNA methylation changes primarily to discrete genome regions that are rich in TE-related sequences ([Figures 2](#fig2){ref-type="fig"} and [3](#fig3){ref-type="fig"}). The dynamic DNA methylation changes are of functional consequence because the adaptive response is impaired in mutants defective in DNA methylation pathways ([Figure 1](#fig1){ref-type="fig"}), which are also known to regulate TE activity ([@bib46]). Mutants defective in DNA methylation and demethylation pathways displayed similar adaptive stress memory abilities, thus indicating that adaptive memory is controlled by complex processes that may not strictly rely on DNA methylation changes alone ([@bib20]).

A small fraction of acquired epigenetic changes is transmitted to the immediate offspring only after recurrent stress exposure, but in the absence of a renewed stimulus these are reset in subsequent generations. This implies that epigenetic stress memory in annual plant species may be transient in nature, however this response may differ in perennial plants that grow over longer periods of time before producing any offspring or in plants that reproduce asexually.

Half of the newly acquired methylation changes identified in our stressed plants overlapped with regions privileged for epimutation also found in near-isogenic greenhouse-grown populations ([Figure 2](#fig2){ref-type="fig"}) ([@bib30]). This finding confirms that distinct regions of the plant epigenome are particularly labile, and it suggests that such acquired epimutations could modulate the ability of plants to respond to stress. Importantly, in our system, enhanced stress responses were only passed on after two consecutive generations of stress exposure, but not when plants were exposed to hyperosmotic stress for only one episode, which may be the reason why previous studies often failed to find clear evidence for inheritance of stress-induced epigenetic changes ([@bib24]; [@bib82]). One explanation for repeated stress exposure being required for induction of transiently heritable stress resistance may reside in the importance of poised epigenetic states for environmental priming ([@bib39]; [@bib78]), which in turn may facilitate the establishment of new epigenetic marks at discrete genomic regions that are sensitive to stress. This view is supported by the substantial overlap (\>30%) between HS-DMRs established in recurrently stressed generations ([Figure 2](#fig2){ref-type="fig"}) and dynamic chromatin occupancy directed by hyperosmosis ([Table 1](#table1){ref-type="table"}). Intriguingly, recurrent exposure to hyperosmotic stress did not significantly increase the number of newly acquired epimutations, suggesting that the extent of epigenetic plasticity elicited by the environment is limited to a few key genomic regions that may be under purifying selection ([@bib36]). It is likely that certain genomic regions are epigenetically targeted, depending on the type of stress because the DNA methylation changes induced by hyperosmotic stress did not overlap with methylation changes reported for other abiotic stresses ([@bib83]). A direct comparison of the latter study to this study is however difficult to make due to inconsistencies in experimental methodology, as [@bib83] did not investigate methylation changes in subsequent generations grown in the absence of stress.

While it is accepted that some epigenetic variation caused by the environment can be transmitted to the immediate offspring of plants and mammals ([@bib27]; [@bib32]), the importance of transmission through either the male or female germline has not been previously investigated. Our analyses revealed that hyperosmotic priming responses were transmitted primarily through the maternal germline ([Figure 4](#fig4){ref-type="fig"}). We attribute this difference to differences in the meiotic transmission of newly acquired DNA methylation marks. In support of this hypothesis, most of the stress-associated methylation changes in leaves were largely absent in mature male gametes ([Figure 4](#fig4){ref-type="fig"}), indicating that environmentally directed epigenetic marks are more efficiently reset in male rather than in female gametes. Indeed, not only do male gametes undergo an active reprogramming of DNA methylation at transposon sequences by the DNA glycosylase DME ([@bib9]; [@bib37]), but also at stress-dependent DNA methylation sites ([Figure 4](#fig4){ref-type="fig"}). Moreover, the enhanced tolerance to hyperosmotic stress in progeny of stressed *dme*-6 plants implicates DNA demethylation both in the active reprogramming of TEs and in the resetting of environmentally-directed epigenetic changes in male gametes. The male transmission of stress-associated adaptive responses is under the strict control of DME ([Figure 4](#fig4){ref-type="fig"}). Although the precise mechanism of DME in resetting HS-DMRs is unknown, it may be linked to the movement of RNA to sperm cells from the surrounding vegetative cells ([@bib23]). Why male and female gametes should differ in their ability to reset newly acquired epigenetic marks remains an enigma. One explanation is that female gametes reside on the mother plant where they are eventually fertilised by sperm from pollen that may have travelled a great distance from its male progenitor to produce seed. Given that seed dispersal usually occurs at a short distance from the mother, a solely maternal transmission of the newly acquired epigenetic marks would be an efficient way of retaining only the most relevant parental stress-associated adaptive responses in the progeny.

Our study has revealed that environmentally-induced priming responses involve DNA (de)methylation pathways that control the extent to which acquired epigenetic states are inherited and maintained in successive generations ([Figure 1](#fig1){ref-type="fig"}). Previous studies have focused on these pathways because they mediate global stress responses ([@bib103]). We now provide compelling evidence that stress can specifically alter methylation at the adjacent sequences of several key stress-response regulators ([Figures 2](#fig2){ref-type="fig"}, [5](#fig5){ref-type="fig"} and [6](#fig6){ref-type="fig"}), a process that is mediated by the RdDM and DNA demethylation pathways ([Figure 7](#fig7){ref-type="fig"}). Targeted studies have revealed that some TEs proximal to upstream regions and sensitive to methylation changes directed by hyperosmotic stress have regulatory roles ([@bib4]; [@bib96]) and are associated with quantitative traits and adaptive behaviour ([@bib6]; [@bib13]). Notably, both DNA methylation and demethylation activities are also tightly regulated by the action of adjacent upstream TEs that act as an epigenetic sensors ([@bib53]; [@bib93]). The epigenetic regulation of HS-DMRs is not always associated with upstream regulatory sequences and sense transcription; instead we found that they are preferentially associated with the transcription of antisense lncRNAs ([Figure 6](#fig6){ref-type="fig"}). Although the functions of these HS-DMR-associated non-coding transcripts are largely unknown, antisense lncRNAs have been implicated in directing chromatin changes ([@bib2]; [@bib33]; [@bib90]), and thereby in influencing transcription, splicing and transcript stability ([@bib5]; [@bib11]). In this study,antisense lncRNAs were shown to be regulated by epigenetically labile control elements sensitive to stress ([Figure 7](#fig7){ref-type="fig"}). Methylation changes in these genome regions could modulate transcription factor binding ([@bib102]) or chromatin regulatory loops ([@bib2]).

![Working model for stress-dependent epigenetic regulation of *CNI1*.\
In wild type, demethylation of a DMR in response to hyperosmotic stress stimulates lncRNA expression (*CNI1-AS1*), which in turn causes downregulation of *CNI1* expression by an unknown mechanism. In insertion and deletion mutants, upregulation of the *CNI1-AS1* is reduced, impairing the salt-dependent reduction in *CNI1* expression. In IR hairpin lines, salt-induced DMR demethylation is countered by forced methylation triggered by the IR hairpin. RdDM, RNA directed DNA methylation activity; RDD, DNA demethylation activity. Black/open lollipops signify methylated/unmethylated cytosines.](elife-13546-fig7){#fig7}

Adaptive epigenetic inheritance has been a topic of fascination, but also of scientific controversy ([@bib59]). The adaptive value of this inheritance over multiple generations must depend on the cost of epigenetic resetting, as well as on the degree and predictability of environmental stress ([@bib34]). Because conditions in many natural environments are highly stochastic, an adaptive bet-hedging strategy ([@bib86]) that is mediated by increased epigenetic variation could be advantageous. Under our controlled stress conditions, the contribution of adaptive epigenetic variation shows parental effects ([Figure 4](#fig4){ref-type="fig"}), which may be favoured over bet-hedging in relatively stable environments ([@bib49]). Hence, our work provides insights into the importance of epigenetically driven adaptive changes and illustrates the evolutionary significance of epigenetic plasticity in plants.

Materials and methods {#s4}
=====================

Plant growth and material {#s4-1}
-------------------------

The wild-type background studied was *A. thaliana* Col-0. The multigenerational hyperosmotic stress experiments used the reporter line L5, which harbours a silenced reporter encoding β-glucuronidase linked to the cauliflower mosaic virus 35S promoter (35Spro::GUS) ([@bib64]). To isolate male gametes, we used reporter lines *MGH3p::MGH3-eGFP* and *ACT11p::H2B-mRFP*, in which either sperm or vegetative cells are marked by fluorescent protein expression ([@bib10]) ([Figure 4---figure supplement 1](#fig4s1){ref-type="fig"}). Mutants *cmt3-11* ([@bib16]*drm1-2 drm2-2* ([@bib16]), *dme*-6 ([@bib85]), *nrpda1-4* ([@bib35]), *rdr2-1* ([@bib94]), *ros1-4* ([@bib101]), and the *ros1-3 dml2-1 dml3-1* ([@bib71]) triple mutant have been described. Plants were grown at 22°C under long days (16 hr light, 8 hr dark; light intensity 120 µmol/sec/m^2^). Lines carrying T-DNA insertions downstream of *CNI1* were obtained from the SALK collection (*cni1-2*, Salk_100221 and *cni1-3,* Salk_030235).

Multigenerational salt treatments {#s4-2}
---------------------------------

Seeds from a single founder plant were germinated and grown on MS medium (control) for two weeks and transferred to MS medium supplemented with 25 or 75 mM NaCl to induce mild hyperosmotic stress for 4 weeks. Before flower buds were visible, plants were transferred to soil (generation 1). We sampled 10 individual plants from each treatment, whereby ten-week-old leaf samples and mature seeds were collected separately from each plant. This process was repeated for five successive generations. In each generation, offspring of the salt treated and control plants were grown in non-stress condition for two successive generations to produce P1 and P2 plants ([Figure 1A](#fig1){ref-type="fig"}).

Generation of CRISPR/Cas9 lines for the deletion of HS-DMR {#s4-3}
----------------------------------------------------------

We modified plasmids previously described ([@bib26]). A pair of guide RNAs was selected using the CRISPR-PLANT tool ([@bib95]), the corresponding DNA oligonucleotides (Integrated DNA Technologies) were cloned into pEN-Chimera using BbsI and BsmBI to generate plasmids pEN-CNI1.1. Constructs were transferred into pDE-CAS9 plasmid by Gateway cloning (Invitrogen) and transformed by floral dipping ([@bib18]). Deletions where identified by PCR ([Supplementary file 7](#supp7){ref-type="supplementary-material"}) and confirmed by sequencing.

IR hairpin lines {#s4-4}
----------------

A DNA fragment was chemically synthesized (IDT) and introduced into the hairpin vector pJawohl-Act2 using Gateway cloning (Life Technologies). Constructs were transformed by floral dipping. Transgenic T2 lines (T2) with DNA hypermethylation at the *CNI* HS-DMR after exposure to hyperosmotic stress (175 mM NaCl) were identified by CHOP-PCR ([@bib100]) after digestion with HpyCH4IV (NEB) and PCR amplification ([Supplementary file 7](#supp7){ref-type="supplementary-material"}).

Germination and survival test {#s4-5}
-----------------------------

All phenotypic tests were carried out with six independent replicates. For germination assays, 50 seeds were sown per plate on MS with or without 200 mM NaCl, a concentration of salt we found to be highly selective in the germination of Col-0 seeds. Seeds were scored as having germinated based on radicle emergence 14 days after sowing. For survival assays, 50 seeds were sown on MS or on MS supplemented with 150 mM NaCl, a concentration of salt known to allow germination but affecting vegetative growth in Col-0. Survival was scored based on presence/absence of green leaves 14 days after sowing. Data are summarized in [Supplementary file 1](#supp1){ref-type="supplementary-material"}.

Chlorophyll content assay {#s4-6}
-------------------------

Plants were grown on MS medium with or without 100 mM NaCl for 5 weeks. Leaves were collected, weighed, and washed in distilled water. Chlorophyll was extracted by incubating 0.02 -- 0.03 g of ground leaf material in 80% (v/v) aqueous acetone at 4°C for 48 hr. Total chlorophyll content (chlorophyll a and b) was measured using a spectrophotometer at 663.6 nm and 646.6 nm absorbance ([@bib72]).

Sodium content assay {#s4-7}
--------------------

Plants were grown on MS medium with or without 100 mM NaCl for 5 weeks. Leaves were collected, and washed in distilled water. Plant material was dried at 80°C for 48 h, then weighed. Ions were acid-extracted from dried plant material using 2 ml of concentrated nitric acid and microwave digestion. The digestion program consisted of: 5 min at 100°C, 2 min at 120°C, 5 min on 160°C, 22 min at 180°C, and cooling down to 70°C. After samples had cooled down, the digested samples were diluted with 23 ml distilled water. The sodium ion concentration of the diluted samples was measured using Inductively Coupled Plasma Mass Spectrometry (ICP-MS).

Isolation of sperm cell and vegetative nuclei {#s4-8}
---------------------------------------------

*MGH3::MGH3-eGFP/ACT11::H2B* plants were germinated and grown for 6 weeks on MS medium without NaCl or with 25 mM or 75 mM NaCl before being transferred to soil to induce flowering. Approximately 10 g of flower tissue were collected into 50 ml Falcon tubes, 10 ml of sperm nuclei buffer was added and the pollen suspension was vortexed for 3 min. The pollen suspension was filtered through a Miracloth mesh and centrifuged for 1 min at 3000 rpm; the supernatant was carefully removed from the pollen pellet. For the extraction of nuclei, the pellet was re-suspended in 1 ml sperm nuclei buffer, loaded into 1.5 ml tubes containing 100 μl of acid-washed glass beads (425--600 μm) and mixed for 4 min. The crude extract was filtered through a 28 μm micro-filter sieve, leaving the nuclei intact. Vegetative and sperm nuclei were isolated from the crude extract of disrupted pollen using Fluorescence-Activated Cell Sorting (FACS) with a MoFlo high-speed cell sorter (Beckman Coulter, Fort Collins, USA) ([@bib10]) ([Figure 4---figure supplement 1](#fig4s1){ref-type="fig"}). One laser was set to 140 mW at 488 nm for forward scatter (FSC) and side scatter (SSC) measurements, and for GFP excitation. A second laser was set to 38 mW at 561 nm for RFP excitation. GFP and RFP were detected using 530/40 nm and 630/75 nm bandpass filters.

RNA analysis {#s4-9}
------------

P1 and P2 progeny of the G3 generation were grown on MS medium supplemented with 125 mM NaCl for 2 weeks. Leaves were collected from 50 seedlings and total RNA was extracted using the RNeasy Plant Mini Kit (Qiagen) according to the manufacturer's instructions. RNA was treated with TURBO DNA-free (Promega, Madison, WI). cDNA was synthesized from 1 μg of extracted RNA using the RevertAid First Strand cDNA Synthesis Kit (Thermo Scientific). Quantitative real time PCR analyses were performed on a MyiQ System (BIO-RAD), using oligonucleotide primers designed with Primer3 ([@bib77]) ([Supplementary file 7](#supp7){ref-type="supplementary-material"}). PCR fragments were analysed using a dissociation protocol to ensure that each amplicon was a single product. Amplicons were also sequenced to verify the specificity of PCR. The amplification efficiency was calculated from raw data using LingRegPCR ([@bib75]). All RT-qPCR experiments were performed using five biological replicates, with a final volume of 25 µl containing 5 µl of cDNA template (diluted beforehand 1:10), 0.2 µM of each primer, and 12.5 µl of 2×MESA Blue qPCR MasterMix (Eurogentec Headquarters). The following cycling profile was used: 95°C for 10 min, followed by 40 cycles of 95°C for 10 s, 60°C for 15 s, and 72°C for 15 s. The melting curve was determined in the range of 60--95°C, with a temperature increment of 0.01°C/sec. Each reaction was run in triplicate (technical replicates). Negative controls included in each run were a reaction without reverse transcriptase and one without template (2 μL of nuclease-free water instead of 2 μL of cDNA). No signals were observed in the negative controls. Raw Ct data were analysed using GeneEx Pro ([@bib48]). Analysis of expression data was performed according to the ΔΔCT method ([@bib56]) using *GADPH* (At1g13440), *PDF2* (At1g13320) and *UBQ5* (At3g62250) for normalization ([@bib54]). To measure *CNI1* antisense lncRNA transcripts, 1 μg of total RNA was isolated from seedlings. Reverse transcription used At5g27420_ant, PP2AA3 Reverse and GAPDH Reverse oligonucleotides ([Supplementary file 7](#supp7){ref-type="supplementary-material"}) in the same reaction with SuperScriptIII Reverse Transcriptase (Invitrogen). qPCR reactions used At5g27420 Forward and At5g27420 Reverse primers ([Supplementary file 7](#supp7){ref-type="supplementary-material"}) following the same conditions described for the sense reactions. These experiments were performed using six technical replicates for each reaction. Expression data were analysed according to the ΔΔCT method ([@bib56]) using *GADPH* (At1g13440) and *PP2AA3* (At1g13320) for normalization. PCR reactions were performed in duplicate and RT-minus controls were included to confirm absence of genomic DNA contamination.

Bisulfite sequencing {#s4-10}
--------------------

For somatic tissue, rosette leaves were pooled from 10 plants for each treatment group. For male gamete analysis, sperm and vegetative nuclei were collected from 100 plants for each treatment group. gDNA was extracted from leaf samples with the DNAeasy Plant Mini Kit (Qiagen), and from sperm and vegetative nuclei with MasterPureDNA Purification Kit (Epicentre). DNA libraries were generated using the Illumina TruSeq Nano kit (Illumina, CA, USA). DNA was sheared to 350 bp. The bisulfite treatment step using the Epitect Plus DNA Bisulfite Conversion Kit (Qiagen, Hilden, Germany) was inserted after the adaptor ligation; incubation in the thermal cycler was repeated once before clean-up. After clean-up of the bisulfite conversion reaction, library enrichment was done using Kapa Hifi Uracil+ DNA polymerase (Kapa Biosystems, MA, USA). Libraries were sequenced with 2 x 101 bp paired-end reads on an Illumina HiSeq 2000 instrument, with conventional gDNA libraries in control lanes for base calling calibration. Seven to eight libraries with different indexing adapters were pooled in one lane. For image analysis we used Illumina RTA 1.13.48.

Processing and alignment of bisulfite-converted reads {#s4-11}
-----------------------------------------------------

The procedure followed ([@bib7]). In brief, the SHORE pipeline v0.9.0 ([@bib67]) was used to trim and quality-filter the reads. Reads with more than 5 (or 2) bases in the first 25 (or 12) positions with a base quality score of below 5 were discarded. Reads were trimmed to the right-most occurrence of two adjacent bases with quality values of at least 5. Trimmed reads shorter than 40 bases were discarded. Reads were then aligned against the Col-0 reference genome sequence using GenomeMapper implemented in SHORE ([@bib81]).

Identification of methylated sites and differentially methylated positions (DMPs) {#s4-12}
---------------------------------------------------------------------------------

We used published methods ([@bib7]). The number of covered and methylated sites for each sample as well as the false methylation frequencies retrieved from read mappings against the chloroplast sequence can be found in [Supplementary file 1](#supp1){ref-type="supplementary-material"}. On average, 40.7 million cytosines were covered by at least 3 reads and with a quality score above 25 in more than half of the samples. Of these, 7.2 million cytosines were methylated in at least one sample ([Supplementary file 8](#supp8){ref-type="supplementary-material"}). For DMP calling, we modified the approach from [@bib7], without removing sites classified as differentially methylated between replicates. We applied Fisher's Exact test for all pairwise sample comparisons on cytosine sites with a methylation frequency difference to another sample of at least 30%. We used the same *P* value correction scheme as in [@bib7].

Identification of methylated regions (MRs) and differentially methylated regions (DMRs) {#s4-13}
---------------------------------------------------------------------------------------

We first identified MRs in each sample separately using a Hidden Markov Model (HMM) ([@bib30]). MRs of replicates were merged into a common set of MRs. Whenever different samples were treated as a replicate group (e.g. control and salt-treated samples), their MRs were merged into a common set. Regions that showed statistically significant methylation differences between at least two sets of strains were identified as DMRs ([@bib30]). In brief, segmentations across the genomes of every sample served to set breakpoints of start and end coordinates of all predicted MRs. Each combination of coordinates in this set defined a segment to perform the test for differential methylation in all pairwise comparisons of the strains, if at least one strain was in a high methylation state throughout this whole segment ([@bib30]). Per pairwise comparison, between 30,000 and 50,000 segments were tested ([@bib30]). For tests within generations, we grouped P0 control, P1 control and P2 control samples as \'non-stressed\'; P0 salt-treated samples as \'stressed\'; P1 samples derived from salt-treated P0 plants as \'stressed-P1\'; and P2 samples derived from salt-treated P0 plants as \'stressed-P2\'. Tests for DMRs were then carried out between these four groups. In addition we separately tested without the respective remaining groups for \'non-stressed\' vs. \'stressed\', \'stressed\' vs. \'stressed P1\', \'stressed\' vs. \'stressed P2\', and \'stressed P1\' vs \'stressed P2\'. This latter step was done to assess the number of DMRs directly identified between two groups, without multiple testing correction for comparisons with and between other groups. DMRs from the MA lines were taken from a previous publication ([@bib30]).

Mapping to genomic elements {#s4-14}
---------------------------

We used the TAIR10 annotation for genes, exons, introns and untranslated regions; transposon annotation was according to [@bib88]. Positions and regions were hierarchically assigned to annotated elements in the order CDS \> intron \> 5' UTR \> 3' UTR \> transposon \> intergenic space. We defined as intergenic positions and regions those that were not annotated either as CDS, intron, UTR or transposon. Each position was assigned to the corresponding element that contained it. DMRs were assigned to annotated elements by basepair, i.e. each position in the DMR was assigned in the above-mentioned order. A DMR can stretch over several annotated elements. We tested the overlap of DMRs with other DMRs or with genes using bedtools ([@bib73]), either requesting a direct overlap or an overlap within a window of *n* bp downstream and upstream of the regions. For overlap between DMRs and TEs, we required either a direct overlap or an overlap within 2,000 bp windows downstream and upstream of the DMRs. Overlapping TEs were then sorted into their superfamilies according to TAIR nomenclature. The TE profiles for hypo- and hypermethylated DMRs were compared against the expected values taken from the whole genome TE profile. For each TE superfamily the expected values were calculated as: $Se = \left( wgs/wgt \right)*st$, where *Se* is the expected value for that superfamily in that sample (hypo or hyper), *wgs* is the number of transposons of that superfamily in the whole genome, *wgt* is the total number of transposons in the whole genome, and *st* is the total number of transposons in this sample.

Gene expression and ontology analysis {#s4-15}
-------------------------------------

For the identification of genes regulated by HS-DMRs we first identified the genes within 2 kb upstream or downstream of DMRs and analysed their expression in shoots or roots exposed to hyperosmotic stress using AtGenExpress ([@bib45]). We used Protein ANalysis THrough Evolutionary Relationships (PANTHER 9.0) software ([@bib62]) to classify significantly enriched Gene Ontology (GO) terms associated with/without overlap with MA line DMRs and with hypo- and hypermethylated DMRs. Heatmaps for GO analysis were generated using R version 3.0.1 ([www.r-project.org](http://www.r-project.org)).

Statistical analysis {#s4-16}
--------------------

Complete linkage clustering was done in R version 3.0.1 ([www.r-project.org](http://www.r-project.org)) using the 'heatmap.2' function of the 'gplots' package in combination with the 'hclust' function of the 'fastcluster\' package using the complete linkage clustering method. Uncertainty in hierarchical clustering analyses was estimated using the *pvclust* package in R.

Data visualization {#s4-17}
------------------

Graphs were generated using R version 3.0.1 ([www.r-project.org](http://www.r-project.org)). Circular display of genomic information in chromosomes was rendered using Circos version 0.63 ([@bib47]).

Data accessibility {#s4-18}
------------------

The DNA and RNA sequencing data have been deposited at the European Nucleotide Archive under accession numbers PRJEB9076 and PRJEB13558. DNA methylation data and MR coordinates have been uploaded to the epigenome browser of the EPIC Consortium (<https://www.plant-epigenome.org/>; <https://genomevolution.org/wiki/index.php/EPIC-CoGe>) and can be accessed at <http://genomevolution.org/r/939v> .
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Decision letter
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In the interests of transparency, eLife includes the editorial decision letter and accompanying author responses. A lightly edited version of the letter sent to the authors after peer review is shown, indicating the most substantive concerns; minor comments are not usually included.

Thank you for submitting your work entitled \"Stress memory in *Arabidopsis* is mediated by discrete epigenetically labile genome regions\" for consideration by *eLife*. Your article has been favorably evaluated by Ian Baldwin (Senior editor) and three reviewers, one of whom, Sheila McCormick, is a member of our Board of Reviewing Editors.

The reviewers have discussed the reviews with one another and the Reviewing Editor has drafted this decision to help you prepare a revised submission.

Summary:

This manuscript investigates the potential for environmental stress, in this case hyperosmotic treatment, to cause heritable changes in phenotypes via epigenetic information, in this case DNA cytosine methylation, using the model plant *Arabidopsis thaliana*. The role of epigenetic information in mediating such forms of \'soft inheritance\' is of great general interest, though relatively few clear examples have been discovered so far in plants. Indeed, although several recent reports concluded that there is epigenome-mediated transgenerational memory of stress in plants, many of these studies were not rigorous in terms of design or analysis, or focused on effects at complex transgenic loci, the applicability of which to endogenous genes is unclear. By contrast, this study is carefully designed and analyzed. Detailed genetic experiments at the CNI locus support take home messages from the whole genome experiments. Overall, this is an impressive paper but certain key aspects need further clarification and/or experiments.

Essential revisions:

1\) The key phenotype observed is reported in Figure 1B; Col-0 plants were grown under control or hyperosmotic stress for five generations, then unstressed P1 or P2 generation progeny were tested for salt tolerance to assess transgenerational inheritance of stress adaptation. The assay used is survival rate of progeny seedlings grown on salt. Example survival plates should be shown to provide clear phenotypic evidence of the stress adaptation. Please also replot the figures in 1B (and Figure 1---figure supplement 1) with the same Y-axis values, ideally 0-100%, which would make it easier to compare plots. A clear increase in progeny survival is seen in P1 generations, with effects lost in P2.

2\) There are actually very few stress-induced DNA methylation changes that are transmitted to progeny (i.e., 0 HS-DMRs overlap between all three generations, and only 35 are present in two generations -- Figure 2D). This should be made clearer in the summary and/or title, instead of focusing solely on the exceptional cases of inheritance of stress-induced methylation changes.

3\) These phenotypes were then tested in a variety of epigenetic mutants that influence DNA methylation establishment, maintenance or removal. A subset are shown in Figure 1, with a greater number in Figure 1---figure supplement 1. As showing genetic dependency of these effects makes this very convincing we suggest that the complete mutant set be shown in Figure 1. Some of the mutants have different survival phenotypes in the control treatments -- were statistical tests performed for these comparisons, e.g. Col vs. *cmt3*?

4\) The authors then perform reciprocal crossing experiments to show that changes in methylation are differential via the male and female germ line; i.e. transgenerational adaptation is more strong in maternal than paternal crosses, but they further show that stress memory can be transmitted paternally if *dme* is mutated, and that there are almost no methylation differences between the VN and SC of control and hyperosmotic-treated plants. The implication is that the action of DME in the VN is responsible for erasing acquired methylation marks in wild type plants. Ideally this would be supported by data showing increased methylation at HS-DMR regions in the sperm cells of stressed *dme* plants. In the absence of these data the authors should compare the HS-DMRs with *dme* DMRs defined by Ibarra et al. Is there significant overlap?

5\) It\'s surprising that both RdDM establishment mutants (*drm2, rdr2, nrpd1a*) and non-CG maintenance mutants (*cmt3*) and demethylation mutants (*rdd, ros1*) have the same phenotype with regard to survival under stress conditions (Figure 1 -- progeny of stressed plants show no enhanced survival) given their opposing molecular functions. This could potentially be explained by reduced ROS1 activity in RdDM mutants, but ROS1 expression is not reduced in *cmt3*. The authors must reconcile or provide possible explanations for how these mutants, which would have quite different/opposite effects on DNA methylation, cause the same abolition of transgenerational stress inheritance.

6\) To connect changes between DNA methylation triggered by stress and specific genes the authors then looked for genes that were in proximity to DMRs and which exhibit changes in transcription during stress treatment. Two such genes are analysed in detail. *MYB20* which shows hypermethylation caused by salt stress, and *CNI1* which is hypomethylated. Mutants are analysed, the results again somewhat confusing, as for *MYB20* the *rdd* and RdDM mutants both show reduced expression, yet should be having opposite effects on DNA methylation. An impressive experiment is performed using Cas9 that eliminates that *CNI1* DMR and alters its regulation in response to stress -- perhaps *CNI1* should be made more of a focus in the manuscript and certainly should be described in the Abstract.

7\) An extensive bisulfite sequencing experiment is then performed on the Col samples and differential methylation analysis performed both for individual cytosines (DMPs) and regions (DMRs). This section was quite hard to follow and to extract the \'take home message\'. Statements like \'small but noticeable effect\' and \'discovered our DMR regions were present.... but they were below our statistical cut-off\' do not give the reader confidence. Surely, the point of a cut-off is that regions below that should not be considered? Is it worth reporting such effects, which seem more or less anecdotal? The complexity of this section is compounded by the fact that stochastic methylation change is observed between generations, as reported by the Weigel and Ecker labs. However, the authors do a good job of disentangling these effects from those caused by the stress. Gain of non-CG methylation at DMRs is the strongest effect caused by the salt stress, so that should be stated more clearly and earlier. The DMP analysis does not seem that relevant, as there is very little evidence that single methylation polymorphisms are biologically meaningful, and thus could be deleted from the manuscript.

8\) Correlations are made between changes in DNA methylation and H3K27 methylation seen in a previously published study. How comparable are the stress treatments between that study and this, in addition to the tissues profiled? It is not clear what mechanistic relationship is being proposed. Is it possible to test P1/P2 transgenerational stress responses in mutants in the H3K27 pathway? This section didn\'t really add much to an already complex and data-rich paper.

9\) Throughout the text it needs to be made clearer what experiments the authors performed and what experiments are from published data and were not performed under the same growth regime. Examples of this include the chromatin profiling from hyperosmotic stressed plants (Table 1), and transcriptional profiling upon hyperosmotic treatment (Figure 5---figure supplement 1). Furthermore, the reasons why the salt treatments vary for different experiments should be explained -- i.e. 25 or 75 mM for the initial experiments, for 6 weeks, but then 200 mM for the germination test but 150 mM for the survival test (for 14 days each), Chlorophyll content used 100 mM for 5 weeks, and the RNA analysis used 125 mM for 5 weeks. The authors might also mention which, if any, of these levels are considered reasonable for salt stress in nature.

10\) Certain classes of transposons are identified as being enriched in DMRs associated with salt treatment. The locus-specific blow ups in Figure 5A were convincing, but the authors should consider providing some other specific loci and transposons that serve as representatives of the changes observed, alongside the summary graphs.

11\) In Figure 2B, gain of non-CG methylation appears to be the strongest effect. Is the model that this is stress triggered de novo DNA methylation? The authors should consider repeating part of this experiment in a *drm1drm2* mutant, which should abolish these changes if they are mediated via the canonical RdDM pathway. Demonstrating the genetic dependence of this effect on de novo methylation would strengthen the argument.

10.7554/eLife.13546.044

Author response

Essential revisions:

1\) The key phenotype observed is reported in Figure 1B; Col-0 plants were grown under control or hyperosmotic stress for five generations, then unstressed P1 or P2 generation progeny were tested for salt tolerance to assess transgenerational inheritance of stress adaptation. The assay used is survival rate of progeny seedlings grown on salt. Example survival plates should be shown to provide clear phenotypic evidence of the stress adaptation.

We have included examples of survival plates in Figure 1B.

Please also replot the figures in 1B (and Figure 1---figure supplement 1) with the same Y-axis values, ideally 0-100%, which would make it easier to compare plots. A clear increase in progeny survival is seen in P1 generations, with effects lost in P2.

We have re-plotted all bar charts in Figure 1 and in associated Figure 1---figure supplement 1 as suggested.

2\) There are actually very few stress-induced DNA methylation changes that are transmitted to progeny (i.e., 0 HS-DMRs overlap between all three generations, and only 35 are present in two generations -- Figure 2D). This should be made clearer in the summary and/or title, instead of focusing solely on the exceptional cases of inheritance of stress-induced methylation changes.

We have made clear in the text that the inheritance of stress-induced methylation changes is rare. Specifically, in title and Abstract, we have added "a limited set of regions".

3\) These phenotypes were then tested in a variety of epigenetic mutants that influence DNA methylation establishment, maintenance or removal. A subset are shown in Figure 1, with a greater number in Figure 1---figure supplement 1. As showing genetic dependency of these effects makes this very convincing we suggest that the complete mutant set be shown in Figure 1.

We have now included all the data for the different mutants tested in Figure 1.

Some of the mutants have different survival phenotypes in the control treatments -- were statistical tests performed for these comparisons, e.g. Col vs. cmt3?

Because we are focusing on assessing only the transmission of adaptive stress responses in different epigenetic mutant backgrounds, we performed statistical tests only between treated versus untreated plants of the same genetic background.

*4) The authors then perform reciprocal crossing experiments to show that changes in methylation are differential via the male and female germ line; i.e. transgenerational adaptation is more strong in maternal than paternal crosses, but they further show that stress memory can be transmitted paternally if dme is mutated, and that there are almost no methylation differences between the VN and SC of control and hyperosmotic-treated plants. The implication is that the action of DME in the VN is responsible for erasing acquired methylation marks in wild type plants. Ideally this would be supported by data showing increased methylation at HS-DMR regions in the sperm cells of stressed dme plants.*

We agree that this experiment would be very informative, but it would take two consecutive generations of hyperosmotic stress to generate this material. In addition, because *dme-6* plants can only be grown in heterozygosis, pollen samples will contain a mixture of wild-type and mutant sperm cells and vegetative nuclei, which will make the methylation analysis challenging. We hope that our results are sufficiently convincing even without these additional data, which we agree would be very interesting.

*In the absence of these data the authors should compare the HS-DMRs with dme DMRs defined by Ibarra et al. Is there significant overlap?*

As suggested by the reviewers, we have re-analyzed the *dme* BS-seq data from Ibarra et al. 2012. We compared DMRs present in *dme* sperm and vegetative nuclei to HS-DMRs and as control we also compared to non-DMRs. We found that both HS-DMRs and non-DMRs were similarly affected in *dme* pollen, indicating that genomic loci affected by salt are only a fraction of the total loci that are under the control of DME in the male germ line. These results are now displayed in the new Figure 4---figure supplement 2.

5\) It\'s surprising that both RdDM establishment mutants (drm2, rdr2, nrpd1a) and non-CG maintenance mutants (cmt3) and demethylation mutants (rdd, ros1) have the same phenotype with regard to survival under stress conditions (Figure 1 -- progeny of stressed plants show no enhanced survival) given their opposing molecular functions. This could potentially be explained by reduced ROS1 activity in RdDM mutants, but ROS1 expression is not reduced in cmt3. The authors must reconcile or provide possible explanations for how these mutants, which would have quite different/opposite effects on DNA methylation, cause the same abolition of transgenerational stress inheritance.

Adaptation to abiotic stress is a complex trait that is not only regulated epigenetically, but involves many other factors (e.g. immediate transcriptional responses, RNA stability, splicing, metabolites) (Crisp et al. 2016). Because we do not precisely know the effects that the different DNA methylation mutants tested have on these other factors, it is difficult to explain fully the adaptive phenotypes observed. We have included these points in the manuscript as suggested by the reviewers.

*6) To connect changes between DNA methylation triggered by stress and specific genes the authors then looked for genes that were in proximity to DMRs and which exhibit changes in transcription during stress treatment. Two such genes are analysed in detail. MYB20 which shows hypermethylation caused by salt stress, and CNI1 which is hypomethylated. Mutants are analysed, the results again somewhat confusing, as for MYB20 the rdd and RdDM mutants both show reduced expression, yet should be having opposite effects on DNA methylation. An impressive experiment is performed using Cas9 that eliminates that CNI1 DMR and alters its regulation in response to stress -- perhaps CNI1 should be made more of a focus in the manuscript and certainly should be described in the Abstract.*

We have included *CNI1* in the Abstract and described it in more detail in the text.

7\) An extensive bisulfite sequencing experiment is then performed on the Col samples and differential methylation analysis performed both for individual cytosines (DMPs) and regions (DMRs). This section was quite hard to follow and to extract the \'take home message\'. Statements like \'small but noticeable effect\' and \'discovered our DMR regions were present.... but they were below our statistical cut-off\' do not give the reader confidence. Surely, the point of a cut-off is that regions below that should not be considered? Is it worth reporting such effects, which seem more or less anecdotal? The complexity of this section is compounded by the fact that stochastic methylation change is observed between generations, as reported by the Weigel and Ecker labs. However, the authors do a good job of disentangling these effects from those caused by the stress. Gain of non-CG methylation at DMRs is the strongest effect caused by the salt stress, so that should be stated more clearly and earlier.

We have stated that non-‐CG methylation is strongly affected later in the text because previous studies have concluded that most methylation changes induced by hyperosmotic stress affect CG methylation. We have modified this section to make this point clearer.

The DMP analysis does not seem that relevant, as there is very little evidence that single methylation polymorphisms are biologically meaningful, and thus could be deleted from the manuscript.

We completely agree that the DMP analysis in almost all methylation studies has shown that single-‐site polymorphisms in plants are of limited biological relevance. Here, we wanted to make these points clear to show that the stress-‐related signal was much stronger for DMRs than for DMPs. We hereby also illustrate why a previous study, analyzing a similar dataset of single cytosines, came to the conclusion that salt stress altered methylation at CG sites (Jiang et al. 2014). As suggested by reviewers, we have reduced this section to a single paragraph and a single supplementary figure. Therefore, we would like to keep these data as they add significant value to the manuscript.

*8) Correlations are made between changes in DNA methylation and H3K27 methylation seen in a previously published study. How comparable are the stress treatments between that study and this, in addition to the tissues profiled? It is not clear what mechanistic relationship is being proposed. Is it possible to test P1/P2 transgenerational stress responses in mutants in the H3K27 pathway? This section didn\'t really add much to an already complex and data-rich paper.*

It is possible to test the transgenerational stress responses in mutants affecting the H3K27 pathway, although the signal can be bit weaker with some mutants in this pathway having severe growth phenotypes. Nevertheless, we believe the association between methylation and H3K27me3 deposition at HS-DMRs will be an exciting area of future investigation.

9\) Throughout the text it needs to be made clearer what experiments the authors performed and what experiments are from published data and were not performed under the same growth regime. Examples of this include the chromatin profiling from hyperosmotic stressed plants (Table 1), and transcriptional profiling upon hyperosmotic treatment (Figure 5---figure supplement 1). Furthermore, the reasons why the salt treatments vary for different experiments should be explained -- i.e. 25 or 75 mM for the initial experiments, for 6 weeks, but then 200 mM for the germination test but 150 mM for the survival test (for 14 days each), Chlorophyll content used 100 mM for 5 weeks, and the RNA analysis used 125 mM for 5 weeks. The authors might also mention which, if any, of these levels are considered reasonable for salt stress in nature.

We have included references to all the public datasets used. The levels of salt employed for the different experiments have been explained in the Methods section. In nature, the concentration of salt in soil could range from 5-‐600 nM but we decided to use treatments (25-‐75 mM) already shown to be efficient in inducing adaptive responses in *Arabidopsis* (Sani et al., 2014).

10\) Certain classes of transposons are identified as being enriched in DMRs associated with salt treatment. The locus-specific blow ups in Figure 5A were convincing, but the authors should consider providing some other specific loci and transposons that serve as representatives of the changes observed, alongside the summary graphs.

Our detailed data analyses will be made publicly available through a web browser (EPIC-CoGe, supported by Araport and iPlant; <http://genomevolution.org/r/939v>). Thus, readers will be able to look up genomic loci of their choice and we avoid including additional supplemental data to an already data-rich manuscript.

11\) In Figure 2B, gain of non-CG methylation appears to be the strongest effect. Is the model that this is stress triggered de novo DNA methylation? The authors should consider repeating part of this experiment in a drm1drm2 mutant, which should abolish these changes if they are mediated via the canonical RdDM pathway. Demonstrating the genetic dependence of this effect on de novo methylation would strengthen the argument.

We have performed this experiment. Salt-‐induced DMRs (in wild-type) do not show hyper-methylation in *drm1 drm2* mutants, supporting the notion that hyper-‐methylation depends on the RdDM pathway. Results have been included in new Figure 3---figure supplement 2.

[^1]: These authors contributed equally to this work.
